Osteoblast adhesion on metallic titanium coated with anodic films was evaluated. The anodic oxidation treatment was carried out on commercially pure-titanium (cp-Ti) substrate under the following conditions: 1.0M H 2 SO 4 /150V and 1.0M Na 2 SO 4 /100V. Osteoblast cells were cultured onto the samples for 4 hours. The morphologies of both Ti anodic films and cells were observed by scanning electron microscopy (SEM). The oxide films are rough with porous structure. Statistical differences in average surface roughness (Ra) values are found among both anodic films and substrate (abraded cp-Ti), measured by contact profilometry. The oxide films prepared in H 2 SO 4 had greater contact angle, whereas there is no statistical significance between the values for the Ti anodic films produced in Na 2 SO 4 and the substrate surface. Despite the some differences in morphology, roughness and contact angle between the treated and nontreated samples, cell morphologies were similar on all surfaces after 4h of culture. Further, was not clearly observed a correlation between the surface characteristics with cell behavior.
INTRODUCTION
Titanium (Ti) oxide films produced by means electrochemical treatments have been widely studied in biomaterials field due to their good properties, such as mechanical, corrosion resistance and biocompatibility [8, 10, 13] . The affinity between titanium and oxygen lead to its high corrosion resistance. Further, in vitro tests with simulated body fluid have shown that Ti anodic films appear to be bioactive [8, 13] , i.e., they could bond chemically to the bone tissue [6] . Consequently, these films could be applied to coat titanium dental implants.
The mechanism of cellular adhesion involves several different phenomena. The biocompatibility of materials is closely related to the biological environment and cell adhesion. Some physicochemical features of materials designed for hard tissue replacement, such as surface free energy and topography, play a significant role on osteoblast adhesion [5] . Cell adhesion and spreading are firstly initiated by means contact cell-biomaterial, and depending on the cell response, proliferation and differentiation are influenced by the surface [1] .
The success of implant integration depends on its structure to mimic physiological characteristics, resulting in a cellular recognition and adhesion. This represents a molecular interaction that occurs between the cell surface and extracellular environment. The interaction cell-biomaterial phenomenon is still poorly studied. On the other hand, biocompatibility may be investigated with respect to the development of suitable in vitro tests to evaluate the citoxicity of materials [9] .
This work is mostly focused on a preliminary study of osteoblast adhesion on Ti anodic films. The samples were prepared by means anodic oxidation treatment on commercially pure Ti under two different anodizing conditions. Scanning electron microscopy (SEM) is the main technique used to observe the cell morphology and evaluate the osteoblast adhesion.
EXPERIMENTAL DETAILS
The substrate materials used for anodic oxidation (AO) method were commercially pure Ti (cp-Ti) sheets grade 2 with dimensions of 12x16x0.9 mm³. The samples were abraded with SiC paper (400, 600 and 1200 grits). The AO treatment was carried out by potentiostatic mode at room temperature (RT) under the following conditions: 1.0M H 2 SO 4 /150V and 1.0M Na 2 SO 4 /100V for 1 minute. A platinum sheet was used as counter-electrode. The oxidized region on cp-Ti sheets corresponds to a 5.2 mm diameter circle. All samples were ultrasonically cleaned and degreased in pure-ethanol for 15 minutes, washed with distilled water and dried at 40°C/24h.
The morphology of the resulting Ti anodic films was observed by scanning electron microscopy (SEM) using a ZEISS DSM 940A microscope working at 15kV. The average surface roughness (Ra) of the resulting specimens was assessed by contact profilometry with a Dektak IIA equipment. Three samples of each anodic film and two samples of cp-Ti substrate were used. Five random areas per sample were chosen for Ra evaluation. Ra is the average surface roughness, or average deviation, of all points from a plane fit to the test part surface.
Contact angle measurements were performed by the liquid drop method on both Ti anodic films and cp-Ti substrate. The goniometer Dataphysics OCA 15plus was used. A 1.5 μL droplet of distilled water was suspended from the tip of a microliter syringe. The syringe tip was advanced toward the Ti anodic films and cp-Ti substrate until the droplet made contact with the sample surface. Then the liquid was dripped onto the surface, and the contact angle θ between the drop and the substrate was measured. Four samples of each treated surface and substrate were used, and three points were measured for each one. All analyses were performed under RT and same humidity condition. More details on preparation and characterization can be found elsewhere [8] .
Osteoblastic cells, named FOST cells obtained from differentiation of endosteal cells and positive for alkaline phosphatase, were isolated from the femurs of mice and kept in DMEM supplemented medium with 10% FBS and antibiotics. All treated (anodic films) and non-treated (cp-Ti) samples were sterilized at 110ºC for 24 h, whereas cells were maintained in humidified atmosphere consisting of 5% CO 2 at 37ºC for 4h. A total number of 1.5 x 10 4 cells were cultured on each sample. Cells were carefully seeded on the treated surface region to avoid the medium sliding toward the substrate's edge, and preserve the cell concentration previously determined. After 4 hours, the cells were fixed with Karnovisky, post-fixed with 1% OsO 4 and dehydrated through an alcohol series to 100% and critical point dried. Cell morphology and adhesion were evaluated by SEM using a JEOL JSM-6460LV microscope working at 15kV. Experiments were performed in duplicate. Non-spread and spread osteoblasts were counted by SEM utilizing randomly selected images with magnification of 500x.
Data from the average surface roughness (Ra) and contact angle (θ) measurements, as well as cell spreading on the surfaces were statistically analyzed by F-Snedecor test (F-test) for a two-tailed test (P = 0.05) and Student test (T-test) with α = 0.05. Statistical significances were considered when the calculated T value (T c ) was greater than T value from T-test two-tailed table (T t ).
RESULTS AND DISCUSSION
The morphologies of the samples prepared by means anodic oxidation treatment are shown in Fig. 1 . According to these images, the morphology of the resulting films varied with anodizing conditions. Titanium anodic films produced with sulphuric acid are porous with regular pore size (Fig. 1a) , whereas the films prepared with sodium sulphate are also porous with irregular and in some regions large pores (Fig. 1b) . The main formation mechanism of titanium oxide at high anodic potentials occurs due to O 2-ions inward migration (metal-film interface), and Ti 4+ ions outward migration (film-electrolyte interface) [4] . The application of high anodic potentials in aqueous medium turns renders the water unstable. According to the Pourbaix diagram [7] oxygen evolution occurs because the applied potentials are much higher than 1.4V. Another mechanism of oxide film formation is the dielectric rupture. The high electric field generated inside the oxide film, which appears at higher potentials, may be responsible for the pores observed on SEM images. This phenomenon accounts for the morphology of the outer oxide layer. The pores located at the outer film surface are filled with the electrolyte, making these sites preferential to the charge transfer (electric current) and producing O 2 bubbles at the film-electrolyte interface [11] . Hence, the pores with spherical shape shown in Fig. 1 are probably related to this effect.
Both treated surfaces shown in Fig. 1 seem to be bioactive in tests performed with simulated body fluid (SBF) [8, 13] . After 7 days soaked in SBF at 37.5ºC, they were able to nucleate some calcium phosphate layer on their surface, and according to KOKUBO et al. (2004) [6] this in vitro behavior could be a signal of a satisfactory in vivo response. 6 .21
(a) n = 10, (b) n = 15, (c) n = 13 and (d) n = 12.
The main role of some surface features, such as roughness and surface free energy (wettability), in the biological response to materials is still often discussed in biomaterials science [5] . VOGLER (1998) [12] has reported an interesting work, who showed the importance of structure and activity of water at surfaces in biological evaluations. Based on theoretical methods with experimental evidences, is claimed that water adhesion tension (τº) is a key measure for biomaterial scientists. The equation τº = γº cos θ can characterizes surfaces as hydrophilic or hydrophobic, where γº = water liquid-vapor interfacial tension (72.8 dyn/cm) and θ is the water contact angle [12] . Hydrophobic surfaces exhibit water contact angles greater than 65º (τº < 30 dyn/cm, above the Berg Limit), whereas hydrophilic surfaces exhibit water contact angles less than 65º (τº > 30 dyn/cm, under the Berg Limit). Proteins can adsorb to hydrophobic surfaces, while hydrophilic surfaces support attachment of mammalian cells [12] . According to the classification proposed by VOGLER (1998) [12] , all samples herein have hydrophilic surface (τº = 43.9 dyn/cm to abraded cp-Ti, 32.6 dyn/cm to the oxide film prepared in H 2 SO 4 and 44.5 dyn/cm to the sample treated in Na 2 SO 4 ). The oxide films and cpTi substrate thus should be effective on cell attachment. Figure 2 shows SEM images of the osteoblast cells cultured on the cp-Ti and anodic films for 4 hours. The culture time applied herein is enough to spread some cells onto all surfaces. In Figs. 2a and b is observed that spread cells appear to grow toward the scratches of abrading, i.e., with a preferential direction. Contrarily, cells spread with a non-preferential direction onto both treated surfaces (Figs. 2c, d, e and f) . Some proteins of extracellular matrix, which are produced during cell attachment, are mostly noted on the cells in Figs. 2e and f. These attached proteins improve cellular spreading due to a protein interlayer formed between substrate material and cells. A part of these proteins interplay with other ones from the cell membrane promoting focal adhesion during the migratory cycle.
The total number of non-spread and spread cells onto cp-Ti and anodic films are presented in Tab. 2. In relation to non-spread cells, it is noted that cp-Ti substrate had much less cells than the anodic films. Statistical analyses confirm the significant difference between the value for cp-Ti and the other ones for the anodic films. However, the total number of spread cells is similar on all surfaces, and there are no statistical differences among them. Table 2 : Total number of non-spread (NS) and spread (S) cells on abraded cp-Ti substrate and titanium films produced at different conditions (mean value ± SD).
Surface treatment NS (cells) SD (cells) S (cells) SD (cells)
abraded cp-Ti (a) n = 4, (b) n = 15 and (c) n = 13. Figure 3 shows SEM micrographs of cells cultured onto titanium anodic films produced in sulphuric acid (Fig. 3a) and sodium sulphate (Fig. 3b) . In both cases, pores appear to "anchor" the spread cells onto the anodic film due to the elongation of lamellipodium inward the pores. Regarding the Ra roughness factor, it would be expected that Ti anodic film produced in Na 2 SO 4 had much more cells on its surface. But there are no significant difference between the anodic films produced in Na 2 SO 4 and H 2 SO 4 , as previously described. The treated samples only differed on non-spread cells on their surfaces in relation to the abraded sample (cp-Ti). Even so, the substrate surface is rougher than the oxide film prepared in H 2 SO 4 , and the same number of spread cells is noted on all samples. Therefore, it was not clearly observed a link between Ra factor and number of spread cells on the surfaces. ANSELME & BIGERELLE (2006) [2] have pointed out that only the Ra parameter would not be sufficient to characterize the surface roughness. Several other parameters should be used to correlate roughness with adhesion, attachment and proliferation of cells [2] . Surface free energy is another factor that seems to influence the cell behavior. This parameter is closely related to the contact angle θ. Materials with low surface free energy (high θ) are poorly wettable, spreading, thereby, less cells on their surfaces. But in our experiments are noted similar results from cell behavior on all treated samples. As previously mentioned, the main difference is concerned on non-spread cells onto the substrate and anodic films. It has been investigated that cell behavior seems to be influenced by surface charge [3] , i.e., proteins from FBS go toward the metallic surface and interplay electrostatically. All results indicate that cells spread faster on abraded cp-Ti than the Ti anodic films within 4 hours. The probable modification of surface charge by anodic oxidation on Ti-cp led to these findings. A more extensive study has been carrying out to understand better which parameter, such as roughness, surface free energy and composition has a stronger influence on cells behavior (adhesion, attachment and proliferation) cultured on Ti anodic films produced under different anodizing conditions.
CONCLUSIONS
Osteoblast cell adhesion on Ti anodic films was studied. All surfaces are rough with Ra parameters statistically different from each other. The anodic film produced in H 2 SO 4 had a higher contact angle, whereas there is no significant difference between the angles measured on the oxide film produced in Na 2 SO 4 and the substrate (abraded cp-Ti) surface. Also, both morphology and the number of spread cells are similar onto all analyzed surfaces. The findings indicate that cells spread faster on abraded cp-Ti than the Ti anodic films for 4 hours. An extensive study is under development to understand better the roles, separately or sinergically, of the roughness, surface free energy and composition about the cell behavior onto Ti anodic films produced by means anodic oxidation method.
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